Introduction
Immunological characterisation of the host response to Treponema pallidum infection has identified several outer membrane treponemal proteins as major immunogens. 1-4 Serum IgG antibodies against these T pallidum antigens in patients with syphilis and in experimentally infected rabbits have been detected by radioimmunoprecipitation combined with sodium dodecylsulphate-polyacrylamide gel electrophoresis and autoradiography-fluorography techniques.3 These data indicated a predictable pattern for early and prolonged host humoral response to specific Tpallidum polypeptides.
We report a simple, rapid, and highly sensitive microassay which circumvented standard radioimmunoassays, crossed-immunoelectrophoresis procedures, and other classical antigenicallyundefined serological tests.i-9 
Results

ANTIGEN TITRATION OF PURIFIED T PALLIDUM PROTEINS
To determine the sensitivity of the ELISA using geleluted treponemal proteins preparations of previously characterised proteins P1, P2P3, and P4P5P6'-4 were attached to wells of microtitre plates and used as probes for antibody reactivity. Antigen titration was performed using pre-bled normal rabbit serum (NRS) and rabbit syphilitic serum (RSS) obtained at day 48 post-inoculation from Tpallidumchallenged animals.23 When diluted 1/100 RSS detected as little as 0-1 ,ug/ml of antigens P2P3 and P4P5P6 (fig 1) . At the same serum dilution NRS produced only a minimal background response to all antigens regardless of concentration. Nevertheless I 0 lAg/ml was routinely used to allow a response which was 95070 of the maximum ELISA reactivity detected with RSS to P2P3. This concentration additionally resulted in a value at least 30 times greater than that of NRS. Although RSS reacted with all three antigen preparations, the response to P2P3 at l O,g/ml was about 18 times greater than that to P1 and three to four times the response to P4P5P6. These data confirm that the predominant IgG response by day 48 RSS is directed against P2P3 antigens as was previously shown by radioimmunoprecipitation and gel electrophoresis,3 (fig 2) . A direct correlation between the ELISA and RIP is shown in fig 2b. Based on the RIP profile RSS at day 160 was primarily reactive to proteins P2P3 at a serum dilution of 10-2 and to P2 with serum diluted 10-3. Similarly, the ELISA measured significant reactivity against P2P3 at the 10-', 10-2, and 10-3 dilutions of RSS. Only low level absorbance was was a direct result of recent biochemical and immunological data.14 Characterisation of the kinetics of the humoral response to T pallidum infection indicates that antibody against proteins P2P3 may correlate with the development of host immunity. In addition, detection of antibodies to these proteins in human syphilis3 4 and yaws4 further extends the application and relevance of this immunodiagnostic microassay.
